. TAGLN2 is expressed in immunogenic tissues and cells, and TAGLN2 knockdown reduces T cell activation. (A) The phylogenetic tree of TAGLN2 deduced by ClustalW software. The tree shows the evolutionary relationships among single CH domain-containing proteins. (B and C) Tissue distribution of TAGLN2 in humans (h) and mice (m). (B) Northern blot analysis in human tissues. TAGLN2 is indicated by arrowheads located at 1.4 and 1.6 kb. Human -actin served as a loading control. (C) A Western blot (top left), RT-PCR (bottom left), and real-time qPCR (right) analysis of TAGLN2 (TG2) in mouse tissues. M, molecular mass; Br, brain; He, heart; Li, liver; Lu, lung; St, stomach; Co, colon; Ki, kidney; Mu, muscle; Sp, spleen; Th, thymus; Ly, lymph node; Si, small intestine; Pl, placenta; Te, testis. (D) Western blot analysis of TAGLN1, TAGLN2, and TAGLN3 in splenocytes (spl), T cell subsets (CD3, CD4, and CD8), and a B cell subset (CD19) purified from mice. TAGLN2 expression was determined using a Western blot. A7r5 cells and brain were used as positive controls for TAGLN1 and TAGLN3. Protein band intensities were quantified using ImageJ. Protein intensities of each sample quantified using ImageJ were normalized by intensity of actin (bottom). All data shown are representative of three independent experiments. (E) Human PBLs were transfected with either scrambled siRNA (70 nM) or siRNA targeting TAGLN2. After 48 h, the expression of TAGLN2 was determined using a Western blot (left), and the cells were incubated with SEE-pulsed Raji B cells. IL2 mRNA and IL-2 secretion was assessed using real-time qPCR and ELISA. *, P < 0.05 compared with scrambled siRNA-treated cells. Error bars are means ± SD. To generate a standard curve, recombinant TAGLN2, cofilin, and actin proteins of known concentrations were detected by Western blotting, and band intensities were quantified using densitometry on developed films. Total lysates of Jurkat T cells (J) and mouse T cells (M) were loaded into wells, and were blotted with antibodies against each protein. Band intensities were also measured by densitometry. (B) Protein amounts, per 1 µg of total cell lysate, were calculated by comparison of band intensities to the standard curve and then divided by the amount of total cell lysate loaded. The boxed area (yellow) is represented as the zoomed portion of graph in the right panels. All data shown are representative of three independent experiments. A.U., arbitrary unit; M, molecular mass. Video 1. Three-dimensional view of TAGLN2_GFP and ICAM-1 localization at the contact site of T-B cells. J-TG2_GFP cells were conjugated with SEE-loaded Raji B cells, which were stained for ICAM-1 with cy5-conjugated CBRIC1/11 (red). Z-stack images were taken by a laser scanning confocal microscope (FV1000; Olympus). 3D image reconstruction and localization analysis were performed using Volocity software (PerkinElmer). This video corresponds to Fig. 1 E. 
